Text S1: Method development using CFTR-overexpressing BHK cells. The protocol of the tandem enrichment via GEE and in-gel digestion of BHK protein fractions was compared with the protocol of the direct in-solution digestion, in order to prepare protein digests for LC-SID-MRM MS of the CFTR01 signature peptide. A significant improvement in MRM signals for CFTR01 was achieved for samples prepared using the GEE-based protocol (Table S1 ). Using GEE, the observed amount of CFTR in the Triton X-100 fraction (without surface biotinylation) was about 20 times higher than those using the direct in-solution digestion protocol. The improvement was 30 times for the biotinylated surface CFTR.
To evaluate the reproducibility of the GEE-based preparation of apical PM CFTR, variations introduced during three steps were determined ( Figure S1 ): surface biotinylation, protein digestion and peptide extraction, and MRM analysis. The reproducibility of surface biotinylation was examined by replicated measurements from two separate plates of BHK cells. The variations due to GEE, in-gel digestion, and peptide extraction were evaluated by running samples from the same BHK plate on separate wells for SDS-PAGE and separate subsequent in-gel digestions. The variability of MRM analysis was checked by analyzing the same digest for replicate LC-SID-MRM MS. Table S1 summarizes the results. The main source of variability (Table   S2 ) is the surface biotinylation, which accounts for ~19% of relative error. The variation from surface biotinylation can arise from the differences in cell numbers, the transfer of surface biotinylated cells, and the surface biotinylation efficiency. On the protein level, GEE and in-gel digestion account for about 12% variation which is similar to the variation (10%) for the MRM analysis (Table S2 ). These results demonstrate the good reproducibility of the GEE-based assay. Biotinylation + GEE 2700 ± 500 1.6 x 10 
